PSA labels the entire acrosomal region ofsperm that have not completed the acrosome reaction.
On reacted sperm the acrosomal region is either unlabeled or has an equatorial band oflabel (1, 2) . To assess the percentage of sperm recovery on the filters, five experiments were done in which a calculated number ofsperm (a known volume ofa sperm suspension whose concentration had been determined using a hemacytometer) were put on the filter and then labeled with H258 (1 ag/ml for 10 mm) after permeabilization with ethanol. Therefore, all the cells were brightly fluorescent, facilitating their identification.
To compare total percentage of acrosome reactions between methods, a two-sample Wilcoxon rank test was used.
Results
We tested the efficiency of the filters in recovering small numbers We also compared values ofthe percentage ofacrosome reacted sperm obtained with the "fitten" method described here and the "slide" method described by Cross et al. (2) . The percentage ofacrosome-reacted sperm revealed by these two assays was nearly identical ( Figure  2 ; y = 0.95 x + 1.4; R2 = 0.98).
Discussion
The assay described here is based on the recovery and further treatment of the sperm on a small-pore filter. One would expect to recover the majority of the sperm from the suspensions and, indeed, this was the case even when extremely low numbers of sperm were used. The treatment of the sperm in the assay described here is similar in essence to that described by Cross et al. (2), except that the sperm are fixed with paraformaldehyde before collection on the fitters. The fixation is necessary to prevent antifactual disruption of the acrosome on the filters, probably due to shearing forces or drying of the sample. In this context, it is important to emphasize that the filter method gave identical percentages of acrosomereacted sperm as the method that we have previously described (2). It should be noted, however, that the time of fixation of the cells with paraformaldehyde is important. Fixation of the sperm for more than 30 mm wilt render the sperm acrosome difficult to label with the PSA and the agreement between the two methods will be poor. The improvement described here will render the existing assays more suitable for physiological studies of human sperm, especially of sperm recovered from the female reproductive tract.
